We developed a new method for the histochemical demonstration ofperoxidase. This method, which has a novel reaction mechanism, is based on the oxidation ofphenol by peroxidase and coupling of this reaction to the reduction of a tetrazolium salt, with the deposition ofan insoluble formazan at sites ofenzyme activity. Phenol-Tetrazolium Method.
The incubating solution for the phenol-tetrazolium method consisted ofphenol, NADH, NBT, and hydrogen peroxide in 0.05 M Tris-HCI buffer(pH 7.6). The optimal incubating solulion was determined by varying the concentration of the different reactants as follows: phenol (0.1-2 mg/mI), NADH (0.1-2 mg/mI), NBT (0.75-2 mg/mi), and hydrogen peroxide (0.01-0.03%).
The optimal concentration ofeach reactant was phenol(1 mg/mI), NADH(1 mg/mI), NBT(1.5 mg/mi), and hydrogen peroxide(0.02%).
In one experiment NM) (1 mg/mI) replaced NADH.
Diaminobenzidine
Method.
The incubating medium consisted of 5 mg DAB, 0.2 ml 1% hydrogen peroxide, and 10 ml 0.05 M Tris-HC1 buffer (pH 7.6) (5).
Sections were incubated in either incubating medium (each incubating medium was pre-heated to 37#{176}C) for 10 mm at 37*C, then washed well in distilled water, counterstained with hematoxylin or methyl green, air- Dako, High Wycombe, UK) was applied for 30 mm. Free (unbound)
antibody was removed by washing in itS, and sites of bound peroxidase were demonstrated using either the phenol-tetrazolium or the DAB method as described above. Sections offormalin-fixed, wax-embedded colon were mounted on poly-L-lysine-coated slides, dc-waxed in xylene, rehydrated in graded alcohols, and endogenous peroxidase-inhibited as described above. Sections were then digested with trypsin for 10 mm at 37C (0.1% trypsin, 0.1% calcium chloride, pH 7.8). Immunolabeling was then performed as described above. In one experiment the dilution of anti-cytokeratin was varied between 1:5 and 1:100. 
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